neomycin-resistance gene or unc-119 selection (24%, 12/51 worms, Fig. 1b) . We discuss the recommended use of selection markers in Supplementary Methods.
Multiple insertion sites are important for generating complex genotypes. We expanded the number of MosSCI insertion sites from two to six (Supplementary Fig. 3 ) with a full set of outcrossed strains containing the Mos1 insertion and targeting vectors (three-way Gateway-compatible or multiple cloning site-compatible) based on unc-119 selection and for one site, unc-18 selection ( Table 1 ). All sites readily enabled generation of MosSCI inserts and expression in somatic tissue. Three of the insertion sites (ttTi4348 I, ttTi5605 II and cxTi10816 IV) led to robust expression in the germline from a ubiquitous promoter (Supplementary Fig. 4 Table 1 ).
In our system, the Mos1 transposase is expressed from a helper plasmid injected together with template DNA. Increased transposase expression would be expected to improve both insertions and targeted gene deletions. We tested several promoters driving transposase expression for their effect on MosSCI and MosDEL efficiency ( Fig. 1a and Supplementary Fig. 1 ). Relative to the glh-2 promoter, the most effective promoter (eft-3; also known as eef-1A.1) resulted in a more than sixfold improvement in transgene insertion efficiency (from 8% to 54% of worms) and gene deletion efficiency (from 3% (n = 66 worms) 2 to 20% (n = 30 worms); Fig. 1b ).
An effective, inducible negative selection marker would facilitate identification of transgenic strains. We developed a negative selection marker (Phsp-16.41::peel-1) based on the toxin PEEL-1 (ref. 4) . Worms carrying the peel-1 plasmid were killed by a 2-h heat-shock at 34 °C with ~10% false positives (2/19 transgenic worms) ( Fig. 1c and Supplementary Fig. 2) . A positive selection marker is critical for identifying transgenic worms with insertions or deletions, and we have used unc-119 selection extensively. Recently, antibiotic selection markers have been developed for nematode transgenesis 5, 6 . We generated targeted dpy-13 deletions at comparable frequencies using either the Fig. 1 ). On the next day, worms are washed off the plates, and adults are removed by gravity sedimentation, a key step for high selection efficiency. Selection is then performed for 4 d in small volumes of liquid nematode growth medium supplemented with 0.1% (vol/vol) Triton X-100, 0.5 mg ml -1 puromycin and 0.5 mg ml -1 G418, surviving worms are plated on nematode growth medium, and transgenic worms expressing a fluorescent marker are picked after 2-3 d of growth and checked for integration by selfing. Using this protocol and the standard laboratory (Bristol N2) strain of C. elegans, we obtained transgenic worms from >70% of bombardments, and integrated transgenes with stable expression resulted from >50% of bombardments ( Table 1, Supplementary  Fig. 5 and Supplementary Table 1) . We recovered both highcopy-number and single-copy transgenes, with just over half of the strains that we tested carrying fewer than ten copies of the transgene (Supplementary Fig. 6 ). Selection was also efficient in other species, with transgenic worms obtained from 83% of bombardments in C. briggsae, and integrated lines from 58% of bombardments ( Table 1, Supplementary Fig. 7 and Supplementary Table 1) . We also obtained transgenic worms from 60% of bombardments in the gonochoristic Caenorhabditis species C. remanei and C. brenneri, with 30% of bombardments in these species resulting in an integrated line ( Table 1 and  Supplementary Table 1) .
Compared to other approaches for generating integrated transgenes 3, 5, 6 , the combination of bombardment and antibiotic selection is rapid and straightforward. The protocol can be used in diverse genetic backgrounds, which should facilitate research on non-model nematode species. Details of primers, strain genotypes and vectors are available in Supplementary Tables 2-4 and Supplementary Figures 8 and 9 . Vectors are available from Addgene (Supplementary Table 4 
